Tc-HMPAO alone (n=4).
SUPPORTING INFORMATION FIG. 2
BALB/c derived DC were matured with LPS (1 µg/mL) and pulsed with 2 µg/mL of OVA peptide. The OVA pulsed DCs were then subcutaneously injected (1x10 6 ) into the right heal and un-pulsed DCs were injected (1x10 6 ) into the left heal. After 24hrs, 5x10
Tc-HMAPO (~10 MBq) radiolabelled CD4 + T cells isolated from DO11.10-Rag -/-mice were intravenously injected. After 3 hours the mice were imaged using NanoSPECT/CT. Radiolabelled CD4 + T cells migrated to the spleen as well as draining LN (representative of three mice). SPECT/CT imaging of the recruitment of antigen specific CD4 + T cells to the draining LN in vivo (representative of four mice) (A) and organ biodistribution analysis (from four mice) (B). Tc-HMPAO radiolabelling.
Materials and methods

Mice
DC:
Bone marrow derived DCs (DCs) were generated according to the protocol described by Inaba and colleagues [11] . DCs were then activated with 1µg of Lipopolysaccharide (LPS, Alexis Biochemicals) on day 6 of culture. On day 7, half of the DCs were pulsed with 2 µg/mL of OVA peptide (Peptide International, peptide sequence ISQAVHAAHAEINEAGR) for 60 minutes at 37 o C before being washed and prepared for injection into recipient mice. Three hours post-injection, mice were imaged for 60 min using NanoSPECT/CT as described above. After scans mice were culled and radioactive ex vivo biodistribution and flow cytometry studies were undertaken. Standard uptake values were calculated as described above. Some animals were culled 96 hours post i.v injection and the spleens and LN were analysed by flow cytometry.
Statistics
Data are expressed as mean ± Standard Error of the Mean (SEM). Significance between samples was calculated using unpaired 2-tailed t test using GraphPad Prism 5 software. P values less than 0.05 were considered statistically significant.
